The hemagglutinin (HA) of Venezuelan equine encephalomyelitis (VEE) virus generally is prepared by cultivating the virus in the brain of the suckling mouse and then extracting the infected brain material with acetone and ether or sucrose and acetone to remove nonspecific inhibitors (1) . The demonstration of VEE HA in infected tissue cultures of chick embryo fibroblasts reported by Yershov and Vagzhanova (10) stimulated an investigation on the production of HA in tissue culture that would be applicable for routine titration of VEE hemagglutination-inhibiting (HI) antibodies.
The Trinidad-donkey brain strain of VEE virus (3) was propagated in a Maitland-type chick embryo suspension (MTCE) prepared by suspending nine decapitated minced embryos in 300 ml of Nagle defined medium (USA-1 dehydrated, Grand Island Biological Co., Grand Island, N.Y.; reference 5) containing 100 units of penicillin and 100 ,gg of streptomycin per ml. The cultures, in 2-liter Fernbach flasks, were inoculated with 106.3 mouse intracerebral 50% lethal doses (MICLD5o) / ml and were incubated on a reciprocating shaker for 18 hr. The cultures were filtered through sterile cotton gauze, clarified by centrifuging at 525 to 700 X g for 15 min, and stored in a mechanical freezer at -70C. The virus suspension had a titer of 109 9 MICLDI5/ml and O9-mouse intraperitoneal 50% lethal doses (MIPLD5o) /ml.
Irradiation-inactivated viruses have been reported to retain most of their antigenicity (6), and ionizing irradiation has been used to prepare noninfective complement-fixing antigens for influenza A, influenza B, mumps, smallpox, and herpes simplex, and HA antigen for influenza (7). Polley (6) reported that gamma radiation was superior to formaldehyde treatment for preparing noninfective herpes simplex antigen. Irradiation of VEE virus suspensions with gamma rays has been shown to inactivate their infectivity (8) . Therefore, the use of ionizing radiation was investigated as an inactivating agent for the preparation of noninfective VEE HA.
Virus suspensions were exposed to radiation doses of 8 X11 6, l0X 108, and 16 X 106r, and were safety-tested for residual infectivity as described previously (8) . 
